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MATERIALS AND METHODS

In vivo protein cross-linking
The in vivo protein cross-linking was performed as described previously with minor modifications. P. aeruginosa PAO1 strains were grown for 8 h at 37
• C under anaerobic conditions in LB (Luria-Bertani) medium supplemented with 50 mM NaNO 3 . The cultures were then supplemented with 0.125 % of formaldehyde solution (37 %) and incubated for 20 min at 37
• C on an orbital shaker at 160 rpm. Cross-linking was stopped by addition of 125 mM (final concentration) glycine solution and incubation for 5 min at 37
• C and 160 rpm.
Western blotting
For the detection of NirS, NirN or STrEP-tagged NirF variants, samples were supplemented with SDS-sample buffer containing 2-mercaptoethanol, heated at 95
• C for 10 min and the proteins were separated on 12 % denaturating polyacrylamide gels. Afterwards, the proteins were blotted onto polyvinylidene fluoride membranes. Staining of the proteins was performed with the monoclonal antibodies 1A11 (αNirS) and 2C11 (αNirN) and alkaline phosphatase attached to a second-1 To whom any correspondence should be addressed (email g.layer@tu-braunschweig.de).
ary antibody. NirF-OneSTrEP was directly probed with StrepTactin AP conjugate after masking biotinylated proteins with avidin.
Preparation of immuno-affinity resin
Protein A-and protein G-resin was mixed in a 1:1 ratio to give a 1 ml column volume and equilibrated with binding buffer according to the manufacturer's manual (GenScript). 1 mg of monoclonal antibodies (αNirS-mix) or polyclonal antibodies (αNirN) were bound to the column and washed with 50 column volumes (CV) of binding buffer at a flow rate of 1.3 ml/min. Afterwards, the immuno-affinity resin was stored in binding buffer supplemented with 0.02 % of NaN 3 or directly washed with 30 CV of 0.2 M triethanolamine, pH 8.2. The cross-linking of the antibodies with the immuno-affinity resin was performed with 20 CV of 70 mM dimethyl pimelimidate in 0.2 M triethanolamine, pH 8.2, for 45 min at room temperature. The resin was then collected by soft centrifugation and separation from the supernatant. The cross-linking was stopped by resuspending the resin in 25 CV of 70 mM ethanolamine, pH 8.2, and incubation for 5 min at room temperature. The resin was washed with 50 CV of binding buffer and stored for a short time in binding buffer containing 0.02 % NaN 3 . 
